Human HILI cDNA was cloned into pFastBacHB vector. For protein expression, Sf9 cells were infected with the virus and harvested at 48 h after infection. Cells were harvested in resuspension buffer (50 mM Tris HCl, 300 mM NaCl) and lysed by repeated freezing and thawing. The cell debris was cleared by centrifugation at 18,000 rpm for 2 h and the protein was captured by Ni-NTA (Qiagen) affinity chromatography and further purified with Superdex S200 (GE Healthcare) equilibrated in a solution containing 50 mM TrisHCl, 300 mM NaCl, and 1 mM DTT.
1

SUPPLEMENTAL METHODS
Preparation of Human HILI protein
Human HILI cDNA was cloned into pFastBacHB vector. For protein expression, Sf9 cells were infected with the virus and harvested at 48 h after infection. Cells were harvested in resuspension buffer (50 mM Tris HCl, 300 mM NaCl) and lysed by repeated freezing and thawing. The cell debris was cleared by centrifugation at 18,000 rpm for 2 h and the protein was captured by Ni-NTA (Qiagen) affinity chromatography and further purified with Superdex S200 (GE Healthcare) equilibrated in a solution containing 50 mM TrisHCl, 300 mM NaCl, and 1 mM DTT.
Detailed anisotropy analysis
Briefly, limiting concentrations of labeled substrates (0.2 nM) were incubated with varying concentrations of purified AUF1 in 10 mM Tris-HCl (pH 8.0) containing 50 mM KCl, 2 mM DTT, 0.5 mM EDTA, and 0.1 μg/μl acetylated bovine serum albumin. Heparin (1 μg/μl) was added to suppress non-specific binding events and reactions were incubated at room temperature for 1 min; preliminary on-rate experiments verified that equilibrium was attained within that time (not shown). The fluorescence anisotropy of each binding reaction was then measured using a Beacon 2000 Fluorescence Polarization System (Panvera) equipped with fluorescein excitation (490 nm) and emission (535 nm) filters. Since AUF1 binding did not alter the fluorescence quantum yield of any Fl-tagged microRNA substrate (not shown), RNP complex affinity was resolved by nonlinear regression of total measured anisotropy (A t ) as a function of AUF1 dimer concentration ([P 2 ]) using the equation below, where A R and A PR are the intrinsic anisotropy of the free FlYoon et al., page 2 microRNA and AUF1 dimer:Fl-microRNA complex, respectively, and K is the apparent equilibrium
The appropriateness of the single-site binding model was evaluated by the coefficient of determination (R   2   ) from individual experiments and analysis of residual plot non-randomness to detect any bias for data subsets (PRISM v3.03, not shown). Analyses of datasets using quadratic binding models incorporating ligand depletion did not significantly alter resolved AUF1-microRNA affinity constants (not shown).
RNA electrophoretic mobility shift assays (RNA EMSA)
RNAs radiolabeled with [γ- 32 P]ATP (0.2 nM final) were incubated on ice with recombinant purified proteins in 10 mM Tris-HCl (pH 8.0) containing 50 mM KCl, 2 mM DTT, 0.5 mM EDTA, 0.1 μg/μl acetylated bovine serum albumin, 1 μg/μl heparin, and 10% glycerol. Reaction components were resolved by electrophoresis through 6% native acrylamide gels at 4° C. Gels were dried and products visualized using a Typhoon FLA-9500 Phosphorimager (GE Healthcare).
Northern blot analysis
Total RNA was prepared by miRNeasy kits (Qiagen) and size-separated using precast TBE-Urea gel (Invitrogen). Gels were transferred to Nylon membranes (iBlot, Invitrogen) and the membranes were crosslinked using ultraviolet (UV) light. DNA oligonucleotides complementary to microRNAs were endlabeled using T4 polynucleotide kinase from E. coli and radioactive ATP and used for probing nylon membranes. Images were acquired with a Typhoon Scanner (GE Healthcare). Figure S1 . Further analysis of AUF1 interaction with microRNAs in vitro and with AGO proteins. (A)
SUPPLEMENTAL FIGURES
RNP complex affinities for AUF1 p40, p42, and p45 were resolved using a single-site binding model. SUPPLEMENTAL TABLE   Table S1 . List of primers used in this study. 
